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DESCRIPTION 

METHOD FOR DETECTING A GENE OF A DRUG-TARGETED PROTEIN 
IN A LIVING ORGANISM 

Field of the Invention 

The present invention relates to a method for directly 
detecting a gene of a target protein to which a drug is bound 
in a living organism following administration of the drug to 
the living organism. 

Background Art 

When a drug is proven to be effective for a certain 
disease, pharmacologists want to know, among other things, 
the action mechanism of the drug, i.e., which type of 
molecules (protein, nucleic acid, lipid, etc.) in cells the 
drug is bound to; how the drug alters the function of the 
molecules; and how the change in function relates to the 
efficacy of the drug. Until now, in general, intracellular 
target molecules, inter alia, target proteins of a drug have 
been determined through direct isolation of the molecules 
from the cells and tissue by use of a column to which the 
drug has been attached. 

However, in the above method, the isolated proteins 
must be further purified for conversion into a single 
molecular species, and must be subjected to further amino 
acid sequence analysis. In order to determine the amino acid 
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sequence, a protein is required typically in an amount of 
approximately 100 [ig . Thus, a large number of cells and 
tissue must be employed as a starting material. Even after 
the amino acid sequence is determined without difficulties, 
isolation of the gene of the molecule and determination of 
the nucleotide sequence are onerous and time-consuming. 

Thus, an object of the present invention is to provide 
a method for directly detecting a gene of a target protein to 
which a drug is bound in a living organism after the drug is 
administered to the living organism. 

Disclosure of the Invention 

In view of the foregoing, the present inventors have 
conducted thorough studies, and have found that a gene of a 
drug-targeted protein can be directly detected by causing an 
antigenic substance such as serum albumin to be bound to the 
drug via a chemical cross -linker; using the obtained material 
as a probe in screening the gene by use of a cDNA expression 
library containing a variety of genes of a drug-administered 
organism, e.g., a human. The present invention has been 
accomplished on the basis of this finding. 

Accordingly, the present invention provides a method 
for detecting a gene of a drug- targeted protein in a living 
organism, which method comprises causing an antigenic 
substance to be bound to a drug via a chemical cross -linker , 
the drug being used for administration to the living 
organism; using the obtained material as a probe; and 
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directly screening the gene of the protein bound to the probe 
by use of a cDNA expression library containing genes of the 
living organism to which the drug is to be administered. 

Best Modes for Carrying Out the Invention 

The method of the present invention for detecting a 
gene is directed to a method for directly detecting a gene of 
a target protein to which a drug is bound in a living 
organism following administration of the drug to the living 
organism. The drug is administered to a living organism, 
preferably to mammals, particularly preferably to the human 
body. The drug is preferably a non-protein substance which 
per se exhibits no antigenicity, in other words, is not 
immunogenic. Needless to say, a drug which exhibits no 
protein-binding capacity after being absorbed into the living 
organism cannot be employed in the present invention. 

In the present invention, a substance in which an 
antigenic substance is bound to the drug via a chemical 
cross-linker is employed as a probe. No particular 
limitation is imposed on the chemical cross-linkers so long 
as they provide a group which cross -links a functional group 
of the drug and a functional group of the antigenic substance. 
Examples include glutaraldehyde , hexamethylene diisocyanate , 
hexamethylene diisothiocyanate , N , N ' - 
poly ( methylene ) bis ( iodoacet amide ) , N , N ' - 

ethylenebis(maleimide) , ethylene glycol bis ( succinimidyl ) 
succinate, sulf osuccinimidyl-4- (p-maleimidophenyl) butyrate. 
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and bisdiazobenzidine. When a drug has no group which can 
react with such cross - linkers , an appropriate functional 
group must be chemically introduced into the drug. In this 
case, the action of the drug, such as physiological action, 
must not be lost. Thus, the drug is preferably a substance 
having a functional group which is able to react with such 
cross -linkers . 

Preferably, the antigenic substance is a substance 
which per se has immunogenicity because the antigen-antibody 
reaction is advantageously employed to screen a gene which is 
bound to a probe. In addition, preferably, the target 
antibody of the antigenic substance is easily available, and 
the antigenic substance has a low binding property to other 
biocomponents . For these reasons, antigenic substances such 
as serum albumin and fluorescein isothiocyanate (FITC) are 
preferred, with bovine serum albumin (BSA) being particularly 
preferred. The antibody against BSA is easily available, and 
BSA is a predominant protein component in the blood. In 
addition, BSA does not readily form bonds to other 
biocomponents, thereby exhibiting no non-specific background 
during screening. Therefore, BSA is a particularly preferred 
antigenic substance. 

The conditions of the cross-linking reaction between a 
drug and an antigenic substance vary in accordance with the 
cross -linker employed. For example, a cross -linking reaction 
may be carried out in a solvent at room temperature with 
stirring . 
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The cDNA expression library which is employed in the 
present invention preferably contains a variety of genes of 
mammals , particularly human genes , and examples include a 
human brain -originating cDNA library and a human placenta- 
originating cDNA library. Examples of such cDNA libraries 
include cDNA libraries of a vector such as plasmid or phage, 
with cDNA libraries containing phage as a vector being 
preferred and cDNA libraries containing k phage as a vector 
being particularly preferred. Furthermore, cDNA libraries 
containing X phage {E. coll as a host) as a vector are 
particularly preferred in view of ease of cloning. Examples 
of such commercially available cDNA libraries include human 
placenta ATripl Ex library. 

Screening of a target gene from the aforementioned cDNA 
libraries is carried out, for example, in the following 
manner. Specifically, a DNA library and host cells are 
seeded onto an agar medium, where viruses are proliferated to 
a certain concentration, making them produce protein. The 
produced protein is adsorbed and fixed on a nitrocellulose 
membrane. The membrane is reacted with the aforementioned 
probe, and plaques of probe-bound phages are detected through 
a chemical luminescence method employing an anti-antigenic- 
substance antibody (e.g., anti-BSA antibody) labeled with an 
enzyme such as HRP (horse radish peroxidase) , serving as a 
secondary antibody. DNA is recovered from the thus- 
identified plagues, and the gene of the target protein 
incorporated into the DNA is analyzed using a routine method. 
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In another possible approach, a drug is directly 
labeled with an enzyme such as HRP employing a chemical 
cross -linker without using a secondary antibody. In this 
case, the enzyme activity must not be lowered due to chemical 
reaction. 

When the gene of a drug-targeted protein is 
successfully analyzed, the target protein is readily 
identified from the deduced amino acid sequence. 
Examples 

The present invention will next be described in detail 
by way of Examples , which should not be construed as limiting 
the invention thereto. 
Example 1 

( 1 ) Preparation of molecular probe 

As the drug, a drug (A), which is known to have 
excellent anti-cancer effects, represented by the following 
formula, was employed. 



As the chemical cross linker, Sulfosuccinimidyl-4- (p- 
maleimidophenyl)butylate (Sulfo-SMPB) was employed. BSA was 
used as an antigenic substance. The compound (A) (22 mg) and 
Sulfo-SMPB (10 mg) were dissolved in a phosphate buffer (pH 
7-9) and the resultant solution was stirred for one hour at 
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room temperature. Subsequently, BSA (327 mg) was added 
thereto and the mixture was stirred at room temperature. 
After completion of the reaction, the mixture was desalted 
using a Kwik Sep™ column, to thereby yield a probe 
(approximately 300 mg) . 
( 2 ) Screening 

A human placenta ATrpl EX library (product of 
Clonetech) was employed as the cDNA library. 

Firstly, in a preliminary experiment, a phage titer was 
determined so that about 20,000 phage plaques emerge. The 
phages were adsorbed onto the surface of E. coll. mixed with 
soft agar, and plated on LB agar plates (diameter: 145 mm) . 
The number of prepared plates was 8-10. After four hours 
incubation at 42°C, at which point the plaques had grown to 
about 3-5 mm, a nitrocellulose membrane (Hybond-C Pure, 
diameter: 132 mm, product of Amersham) was placed carefully 
on the plate. Prior to placement, the membrane had been 
immersed in a 10 mM isopropyl-p-D-thiogalactoside (IPTG) 
solution for 30 minutes. In this state, the plates were 
incubated for an additional four hours at 37°C, to thereby 
produce proteins and to simultaneously cause the proteins to 
be adsorbed onto the membrane. Subsequently, the membranes 
were removed from the plates , washed with a TBST solution 
(the composition of which is described hereinbelow) (x 3), 
and subjected to blocking with a 1% gelatin solution for a 
period of 30 minutes to one hour. This procedure was carried 
out in order to suppress non-specific adsorption of 
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antibodies onto the membranes which were to be used later. 
The membranes were washed with a TBST solution (x 2) and 
those membranes with proteins remaining attached were 
immersed in a TBST solution containing probes in an amount of 
1/1000 at a volume ratio. In practice, the membranes and a 
minimum volume of the reaction mixture (1 ml or less per 
membrane) are put into a plastic bag together and the bag is 
sealed. The bag is shaken at 4°C for 12 hours or more or at 
room temperature for two hours or more in order to induce the 
proteins to react with the probes. After the reaction, the 
membranes are washed with a TBST solution. Subsequently, the 
membranes are shaken for two hours or more in a TBST solution 
containing a secondary antibody (HRP-labeled BSA antibody, 
product of Capell, anti-BSA-rabbit-antibody-peroxidase-bound 
IgG fraction) in an amount by volume of 1/2,500 in order to 
cause the proteins to react with the secondary antibody in a 
way similar to that when the proteins were caused to react 
with the probes . After washing is performed using a TBST 
solution, phage plaques bound to the probes were detected 
using a chemiluminescence ECL system (product of Amersham) . 
The above-mentioned procedure represents the first screening. 
At this stage, it is impossible to recover a single plaque. 
Therefore, a small region of the agar medium is cut out of 
the plate so that each region contains plaques having 
emission signals (positive clones). The agar medium was 
immersed in an SM solution (the composition of which will be 
described hereinbelow) and shaken at 4°C for 12 hours or more. 



Subsequently, phages were recovered from the solution. The 
second screening was carried out using these phages. Phages 
having a titer that causes tens to a hundred plagues to 
emerge on an LB agar medium having a diameter of 85 mm were 
absorbed onto E. coll, and the phases mixed with soft agar 
were plated. The procedure of the second screening hereafter 
is the same as the first screening except for the addition of 
the competitor, drug A (10 uM) which was not bound to BSA, to 
the reaction mixture when reacting with probes. If this 
binding is dependant on the drug, the binding of the BSA- 
bound drug to the target plaque is inhibited by non-BSA-bound 
drugs which are added to the reaction mixture, and therefore, 
signals would be attenuated. The drug- specif ic binding was 
thus confirmed and a single positive clone was isolated. 
Hereafter, in accordance with the manual, the gene of the 
protein was recovered and the nucleotide sequence was 
determined. 

HRP- labeled BSA antibody, the secondary antibody 
employed above was used after being subjected to absorption 
by Immobilized E. coli BNN97 Lysate (product of 5 Prime 3 
Prime) in order to remove components of non-specific binding 
to virus-derived proteins. Each of the reagents used above 
has the following composition, 
(a) TBST solution 
10 mM Tris-HCl (pH 8.0) 
150 mM NaCl 
0.05% Tween-20 
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(b) SM solution 
100 mM NaCl 
10 mM MgS0 4 

35 mM Tris • CI (pH 7.5) 
0.01% Gelatin 

As a result, the target proteins to which the drug (A) 
is bound in living organisms were found to be thymosin |3-10, 
NF-yB, growth hormone, and glucocorticoid hormone. Among 
these, NF-yB is a nuclear transcription factor and thought to 
be difficult to isolate by the use of the customary drug 
column method. Therefore, where the intracellular content is 
low, detection can be successfully achieved using the method 
of the present invention. 

Industrial Applicability 

The method of the present invention has eliminated the 
need for the protein purification step and amino acid 
sequence analysis, which are necessary when a conventional 
drug- fixed column method is performed. Also, the method of 
the present invention has enabled direct and simple isolation 
of the gene of the protein to which the drug is targeted. 
The invention has also enabled identification of cellular 
factors such as transcription factors in the nucleus, which 
had conventionally been difficult to purify due to the small 
level of such factors present in the cells . 
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CLAIMS 

1. A method for detecting a gene of a drug-targeted 
protein in a living organism, which method comprises causing 
an antigenic substance to be bound to a drug via a chemical 
cross -linker , the drug being administered to the living 
organism; using the obtained material as a probe; and 
directly screening the gene of the protein bound to the probe 
by use of a cDNA expression library containing genes of the 
living organism to which the drug is to be administered. 

2. A detection method according to claim 1, wherein 
the antigenic substance is serum albumin or fluorescein 
isothiocyanate . 

3. A detection method according to claim 1 or 2 , 
wherein the cDNA expression library contains a phage as a 
vector. 

4 . A detection method according to any one of claims 1 
through 3, wherein the drug is non-protein and per se 
exhibits no antigenicity. 
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ABSTRACT 

A method for detecting a gene of a drug-targeted 
protein in a living organism, which method includes causing 
an antigenic substance to be bound to a drug via a chemical 
cross -linker , the drug being administered to the living 
organism; using the obtained material as a probe; and 
directly screening the gene of the protein bound to the probe 
by use of a cDNA expression library containing genes of the 
living organism to which the drug is to be administered - 

The method of the present invention has eliminated the 
need for the protein purification step and amino acid 
sequence analysis, which are necessary when a conventional 
drug-fixed column method is performed. Also, the method of 
the present invention has enabled direct and simple isolation 
of the gene of the protein to which the drug is targeted. 
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As a below named inventor, I hereby declare that: 

My residence, post office address and citizenship are as stated 
next to my name. 

I believe I am the original, first and sole inventor (if only one 
name is listed below) or an original, first and joint inventor (if 
plural names are listed below) of the subject matter which is 
claimed and for which a patent is sought on the invention 
entitled. 

METHOD FOR DETECTING A GENE OF A 

DRUG-TARGETED PROTEIN IN A LIVING 

ORGANISM 

the specification of which 
□ is attached hereto. 

S was filed on April 15, 1998 

as United States Application Number or 
PCT International Application Number 
PCT/JP98/01712 and was amended on 
(if applicable). 



m±. #ff«*®H&#&±!EPlEfi©Wi«£^WU ftm I hereby state that I have reviewed and understand the 
%MMLX\ / *>Z,Z.b&ZZlz£.nRL£ir 0 contents of the above identified specification, including the 

claims, as amended by any amendment referred to above. 



I acknowledge the duty to disclose information which is material 
to patentability as defined in Title 37, Code of Federal 
Regulations, Section 1 .56. 
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Prior Foreign Application(s) 
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(Country) 



(Application No.) 



(Filing Date) 
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(Application No.) 



(Application No.) 

(HJIH#^) 



(Filing Date) 
(fflHFJ) 



(Filing Date) 

(ffiiHB) 



Page 



I hereby claim foreign priority under Title 35, United States Code, 
Section 1 1 9 (a)-(d) or 365(b) of any foreign application(s) for patent 
or inventor's certificate, or Section 365(a) of any PCT International 
application which designated at least one country other than the 
United States, listed below and have also identified below, by 
checking the box, any foreign application for patent or inventor's 
certificate, or PCT International application having a filing date 
before that of the application on which priority is claimed. 

Priority Claimed 

□ □ 



(Day/Month/Year Filed) 

(ttSMPHB) 



(Day/Month/Year Filed) 

(ttJS^HB) 



Yes 

□ 

Yes 



No 



I hereby claim the benefit under Title 35, United States Code, 
Section 1 1 9(e) of any United States provisional application(s) listed 
below. 



(Application No.) 



(Filing Date) 



I hereby claim the benefit under Title 35, United States Code, Section 
120 of any United States application^), or Section 365(c) of any PCT 
International application designating the United States, listed below 
and, insofar as the subject matter of each of the claims of this 
application is not disclosed in the prior United States or PCT 
International application in the manner provided by the first paragraph 
of Title 35, United States Code Section 1 12, 1 acknowledge the duty 
to disclose information which is material to patentability as defined in 
Title 37, Code of Federal Regulations, Section 1.56 which became 
available between the filing date of the prior application and the 
national or PCT International filing date of application. 



(Status: Patented, Pending, Abandoned) 

(mm ■ mmm^m. mm*, mmm) 



(Status: Patented, Pending, Abandoned) 

(mm ■. #frff mmm) 

I hereby declare that all statements made herein of my own 
knowledge are true and that all statements made on information 
and belief are believed to be true; and further that these statements 
were made with the knowledge that willful false statements and the 
like so made are punishable by fine or imprisonment, or both, under 
Section 1001 of Title 18 of the United States Code and that such 
willful false statements may jeopardize the validity of the application 
or any patent issued thereon. 
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AICHI 468-0063 JAPAN 



Post Office Address 



SAME AS ABOVE 



Full name of second joint inventor, if any 

^ \tn> Jiideki TANAKA 
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73- Oct 2crVC 



Citizenship 



Post Office Address 



SAME AS ABOVE 



(Supply similar information and signature for third and subsequent 
joint inventors.) 
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